The host immune system plays a significant role in tumor control, although most cancers escape immune surveillance through a variety of mechanisms. The aim of the present study was to evaluate the clinicopathological significance of a novel co-inhibitory receptor, B and T lymphocyte attenuator (BTLA), the anergy cell marker Casitas-B-lineage lymphoma protein-b (Cbl-b), and clinical implications of tumor-infiltrating immune cells in gallbladder cancer (GBC) tissues. We investigated 211 cases of GBC, 21 cases of chronic cholecystitis (CC), and 11 cases of xanthogranulomatous cholecystitis (XGC) using immunohistochemistry to detect tissue-infiltrating immune cells and their expression of BTLA and Cbl-b, and carried out correlation and survival analyses. The density of infiltrating T cells was significantly higher in CC and XGC than in GBC. The density ratio of BTLA + cells to CD8 + T cells (BTLA ⁄ CD8) and that of Cbl-b + cells to CD8 + T cells (Cbl-b ⁄ CD8) were significantly higher in GBC than in CC and XGC. The FOXP3 ⁄ CD4, BTLA ⁄ CD8, and Cbl-b ⁄ CD8 ratios were significantly correlated with each other, and also with malignant phenotypes. Survival analyses revealed that a lower density of tumorinfiltrating CD8 + cells, and higher Foxp3 ⁄ CD4, BTLA ⁄ CD8, and Cbl-b ⁄ CD8 ratios were significantly associated with shorter overall survival and disease-free survival in GBC patients. Multivariate analyses showed that M factor, perineural invasion, BTLA ⁄ CD8, and Cbl-b ⁄ CD8 were closely associated with shorter overall survival. These findings suggest that higher ratios of BTLA ⁄ CD8 and Cbl-b ⁄ CD8 are independent indicators of unfavorable outcome in GBC patients, and that upregulation of BTLA in cancer tissues is involved in inhibition of antitumor immunity.
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G allbladder cancer (GBC) is the most common malignant biliary neoplasm and the seventh most common gastrointestinal cancer. (1) Complete surgical resection is the standard treatment for patients with localized disease, and the only potentially definitive curative therapy. (2, 3) However, because most cases of GBC are diagnosed at an advanced stage, when the disease is not amenable to surgical resection, this malignancy is highly lethal, with a 5-year survival rate of <5% for such patients. (4, 5) Therefore, a more thorough understanding of GBC is essential for the development of new therapeutic strategies.
Based on a growing body of evidence from both animal and human models, it is generally accepted that naturally occurring immunity can play a significant role in the control of tumor development and progression. (6) Most clinically evident cancers exhibit immune escape, where the cancer microenvironment can induce immune tolerance through a variety of mechanisms, such as the production of soluble immunosuppressive factors and the recruitment of suppressor immune cells. (7, 8) Elucidation of the molecular and cellular events responsible for tumor immune escape is essential in order to make anticancer therapy truly effective in a clinical setting. (9) Tumor-infiltrating immune cells are one of the representative cellular components of host antitumor immune responses and tumor immune escape. Tumor-infiltrating immune cells are composed of different cell subsets, which determine the overall protumor or antitumor characteristics. For example, a high proportion of CD8 + T cells infiltrating the cancer tissue can be a favorable prognostic indicator in colorectal, (10, 11) ovarian, (12) esophageal, (13) liver, (14) and pancreatic (15, 16) cancers. In contrast, patients whose cancers show marked infiltration of regulatory T cells tend to have a poorer prognosis in several types of cancer. (17) (18) (19) Two groups have studied the tumor-infiltrating immune cells in GBC using small numbers of cases (45 cases (20) and 69 cases (21) ), and showed that tumor-infiltrating CD8 + T cells and CD4 + T cells were indicators of favorable prognosis, whereas tumor-infiltrating FOXP3 + cells or CD20 + B cells had no significant impact on outcome. In addition to immunosuppressive cells, tumor cells deploy distinct mechanisms to evade immune attack, including expression of ligands for co-inhibitory receptors on T cells. (22) Recently, the distinct role of co-inhibitory receptors, such as CTL-associated protein 4 (CTLA-4) and programmed cell death 1 (PD-1), in this process has been extensively investigated. (23) The function of antigen-specific CD8 + T cells, which may protect against both infectious and malignant diseases, can be impaired by ligation of these inhibitory receptors. Expression of these receptors has been linked to functional impairment of T cells in cancer, and therapeutic blockade of these two pathways has shown clinical promise. Antagonist antibodies have been developed in order to overcome immune evasion, and anti-CTLA-4 and anti-PD1 antibodies have been tested in clinical trials with encouraging results. (24) (25) (26) (27) Anti-CTLA4 antibody was the first agent shown to confer a survival benefit on patients with advanced melanoma, and was approved by the US FDA in 2010.
B and T lymphocyte attenuator (BTLA) has been identified as a novel co-inhibitory receptor, expressed by a majority of lymphocytes, and shows structural and functional similarities to CTLA-4 and PD-1. (28) Because tumor-infiltrating immune cells express multiple co-inhibitory receptors, it is assumed that dual or triple blockade of co-inhibitory receptors will enhance antitumor immunity. Indeed, combined blockade of the PD-1 ⁄ programmed death-ligand 1 (PD-L1) and CTLA-4 pathways, and that of the PD-1 ⁄ PD-L1 and lymphocyte activation gene 3 (LAG3) pathways, has been shown to enhance antitumor effects in a human clinical study and animal model studies. (29) (30) (31) Thus, BTLA is expected to be a new target for interventions aimed at reversal of immune evasion and boosting of antitumor immunity in cancer patients. Expression of BTLA has been reported in B-cell small lymphocytic lymphoma ⁄ chronic lymphocytic leukemia cells and gastric cancer cells. (32, 33) However, there are currently no data on the immunohistochemical expression of BTLA in the microenvironment of human tumors, and the clinical significance of BTLA expression in tumor-infiltrating immune cells remains to be identified. It have also been reported that BTLA plays a critical role in the induction of peripheral T cell anergy in vivo. (34) T cell anergy is also widely accepted as an impor- tant mechanism of tumor immune escape, (35) although no previous studies have shown anergy cells in tissues. Casitas-Blineage lymphoma protein-b (Cbl-b), an E3 ubiquitin ligase, is critical for establishing the threshold for T cell activation and for induction of T cell anergy. (36, 37) The aim of this study was to evaluate the clinicopathological impact of BTLA as well as the clinical implications of tumor-infiltrating immune cells in patients with GBC to assess their potential as new targets for cancer immunotherapy.
Materials and Methods
Study population. Clinical and pathologic data and the specimens used for immunohistochemical analysis were obtained through a detailed retrospective review of the medical records of all 211 patients with GBC who had undergone surgical resection between 1985 and 2012 at the National Cancer Center Hospital (Tokyo, Japan). All of the patients included in this study underwent macroscopic curative resection, and all had primary carcinomas of the gallbladder. Neuroendocrine neoplasms were excluded. The median follow-up period was 28 months (range, 1-289 months) for the patients overall: 89 patients (42.2%) were alive, 84 (39.8%) had died because of GBC, and 38 (18.0%) had died of other causes. During the study period, adjuvant chemotherapy was not carried out. In addition, we analyzed cases of chronic cholecystitis (CC) (n = 21) and xanthogranulomatous cholecystitis (XGC) (n = 11) as controls for evaluating the significance of tumorinfiltrating immune cells.
This study was approved by the Institutional Review Board of the National Cancer Center, Japan. Informed consent was obtained from all participants involved in the study, and all clinical investigations were carried out in line with the principles of the Declaration of Helsinki.
Pathological examination. All of the carcinomas were examined pathologically and classified according to the World Health Organization classification, (38) Union for International Cancer Control TNM classification, (39) and the Japanese Society of Biliary Surgery classification of biliary tract carcinoma. (40) Tumors were staged and the histopathologic variables (histopathological grading, lymphatic, venous, and perineural invasion) were evaluated and described in accordance with their classifications. (39, 40) Immunohistochemistry. Immunohistochemistry was carried out on formalin-fixed, paraffin-embedded tissue sections using the avidin-biotin complex method as described previously. (41) We used 4-lm-thick serial sections of representative blocks with antibodies against the following: CD3 (PS1; 1:100) from Santa Cruz Biotechnology (Santa Cruz, CA, USA), CD4 (368; 1:100) and CD8 (4B11; 1:200) from Leica Microsystems (Newcastle-upon-Tyne, UK), FOXP3 (42; 1:100) produced in house, (18) BTLA (HPA047211; 1:500) from Atlas Antibodies (Stockholm, Sweden), and Cbl-b (246C5A; 1:50) from Abcam (Cambridge, UK). Immunohistochemistry without the primary antibody was used as a negative control.
Double immunostaining. We carried out double staining on formalin-fixed paraffin-embedded sections. First, the 4-lmthick sections were immunostained using anti-BTLA antibody or anti-Cbl-b antibody as the primary antibody, and visualized with 3,3 0 -diaminobenzidine. After the tissue sections had been treated with glycine-HCl (pH 2.5), they were subjected to immunofluorescence staining using antibodies against each of the following antigens: CD1a (O10, Lab Vision, Fremont, CA, USA), CD3, CD4, CD8, CD14 (7, Leica Microsystems), CD20 After immunohistochemistry, the microscopic images were imported as digital photo files using a NanoZoomer Digital Pathology system (Hamamatsu Photonics, Hamamatsu, Japan), and the density of the immunolabeled cells was analyzed using the image analysis software, Tissue Studio (Definiens, Munich, Germany). We manually selected one area as region of interest (ROI), in which the CD3-labeled T cells had infiltrated into the tumor most densely in the specimen, when we checked it in lowpower view. In each individual case, the same ROI was applied to all the other immunostained images. The immunolabeled cells inside the ROI were automatically counted on the basis of staining intensity. In each analysis we confirmed that the immunohistochemically positive lymphocytes were appropriately detected. The density of positive cells was calculated by dividing their number by the ROI area (cells ⁄ lm 2 ). Also, we calculated the density ratio of FOXP3 to CD4 (FOXP3 ⁄ CD4), that of BTLA to CD3 or CD8 (BTLA ⁄ CD3, BTLA ⁄ CD8), and that of Cbl-b to CD3 or CD8 (Cbl-b ⁄ CD3, Cbl-b ⁄ CD8). For survival and correlation analyses, patients were divided into two groups showing high and low cell infiltration, using the median value as a cut-off.
Statistical analysis. We expressed continuous data as median and range and compared them using the Mann-Whitney Utest. We compared categorical data by Pearson's X 2 or Fisher's exact test, as appropriate. We constructed survival curves by the Kaplan-Meier method and compared them using the log-rank test. We calculated the length of overall survival (OS) from the date of surgical resection to the date 
Density ratios are shown of FOXP3 to CD4 (FOXP3 ⁄ CD4), B and T lymphocyte attenuator (BTLA) to CD8 (BTLA ⁄ CD8), BTLA to CD4 (BTLA ⁄ CD4), Casitas-B-lineage lymphoma protein-b (Cbl-b) to CD8 (Cbl-b ⁄ CD8), and Cbl-b to CD4 (Cbl-b ⁄ CD4). Bold values, P < 0.05; underlined values, positively correlated. C, cystic duct; Gb, gallbladder body; Gf, gallbladder fundus; Gn, gallbladder neck. ) is often affected by the entire T cell infiltration. (16, 18) It is often better to estimate the immune microenvironment from the ratio of the number of tumor-infiltrating suppressor cells to that of the immune responsive cell population, rather than the absolute number of tumor-infiltrating suppressor cells. (16, 18, 42) We used the ratio of FOXP3 density to CD4 density (FOXP3 ⁄ CD4), the ratio of BTLA density to CD8 density (BTLA ⁄ CD8), and the ratio of Cbl-b density to CD8 density (Cbl-b ⁄ CD8); comparisons of these ratios between the diseases are depicted in Figure 3(b) . FOXP3 ⁄ CD4, BTLA ⁄ CD8, and Cbl-b ⁄ CD8 in GBC were significantly higher than those in CC and XGC, respectively (P < 0.01).
Comparisons of the BTLA ⁄ CD3 and Cbl-b ⁄ CD3 ratios among GBC, CC, and XGC showed similar profiles to those of BTLA ⁄ CD8 and Cbl-b ⁄ CD8, respectively (Fig. S1 ).
Interrelationships between clinicopathological variables and tumor-infiltrating cells. We analyzed the interrelationships between clinicopathological variables of GBC and tumor-infiltrating T cell subsets, BTLA + cells, and Cbl-b + cells (Table 1) . FOXP3 ⁄ CD4, BTLA ⁄ CD8, and Cbl-b ⁄ CD8 showed significant and positive correlations with each other. FOXP3 ⁄ CD4 was significantly correlated with most of the conventional clinicopathological variables: tumor main location, T factor, N factor, M factor, histopathological grading, venous invasion, and perineural invasion. Likewise, BTLA ⁄ CD8 was significantly correlated with T factor, M factor, histopathological grading, venous invasion, and perineural invasion, and Cbl-b ⁄ CD8 was significantly correlated with T factor and M factor. The interrelationships of BTLA ⁄ CD3 and Cbl-b ⁄ CD3 with various factors were similar to those of BTLA ⁄ CD8 and Cbl-b ⁄ CD8, respectively (data not shown).
Prognostic significance of tumor-infiltrating T cell subsets, BTLA + cells, and Cbl-b + cells. Kaplan-Meier survival analyses revealed that a lower density of tumor-infiltrating CD8 + T cells, and higher FOXP3 ⁄ CD4, BTLA ⁄ CD8, and Cbl-b ⁄ CD8 ratios were significantly associated with both shorter OS and DFS in GBC patients (Fig. 4) . Higher BTLA ⁄ CD3 and Cbl-b ⁄ CD3 ratios were closely associated with both shorter OS and DFS (Fig. S2) . Five-year survival rate, median survival time, and Cox analyses in the groups categorized by each of the parameters of tumor-infiltrating cells and the conventional clinicopathological variables are summarized in Tables 2 and S1 . When the variables that had been found to be significant by univariate analysis were subjected to multivariate analysis, M factor, perineural invasion, BTLA ⁄ CD8, and Cbl-b ⁄ CD8 were closely associated with shorter OS. In addition, T factor, M factor, perineural invasion, and Cbl-b ⁄ CD8 were significantly associated with shorter DFS.
Discussion
Here we evaluated for the first time the clinical impact of BTLA in cancer tissues. First, we assessed whether tumor-infiltrating immune cells reflected the character of the tumor immune microenvironment, as it has been reported in various other cancers. The present study, including 211 cases of GBC, revealed that greater infiltration of CD8 + T cells and CD4 + T cells in the cancer tissue was a favorable prognostic indicator, as has been reported for many other cancers and for GBC. (20, 21) It also showed that a higher prevalence of Tregs (FOXP3 ⁄ CD4) was significantly correlated with malignant phenotypes and an unfavorable outcome, suggesting that Tregs play a role in controlling the immune response to GBC. Furthermore, a higher ratio of Cbl-b + anergic lymphocytes to CD8 + T cells (or to total T cells) was significantly correlated with advanced T factor, distant metastasis, and poorer prognosis. Therefore, the importance of antitumor immunity, represented by tumor-infiltrating immune cells, in the outcome and control of cancer was confirmed for GBC.
Tumor cells are able to evade immune recognition and destruction through a variety of mechanisms. One such mechanism is the immunosuppressive action of co-inhibitory molecules. (23) BTLA is a co-inhibitory molecule whose expression has been reported in mice and human blood cells. However, no previous study has investigated the expression of BTLA in the microenvironment of human tumors. Here, we found that BTLA was expressed on a proportion of several different types of tumor-infiltrating immune cells, including CD3 + T cells, CD4 + T cells, CD8 + T cells, CD20 + B cells, CD14 + monocytes, CD68 + macrophages, CD1a + DCs, CD207 + DCs, and CD208 + DCs. Our clinicopathological investigation revealed that BTLA ⁄ CD8 was increased in malignant disease (GBC) relative to benign disease (CC and XGC) and that the BTLA ⁄ CD8 ratio in tumor-infiltrating immune cells was enhanced in patients with more advanced cancer. Furthermore, a higher BTLA ⁄ CD8 ratio was significantly associated with shorter DFS and OS. These findings suggest that BTLA is involved in the formation of a protumor microenvironment, supporting the contention that BTLA is an important co-inhibitory molecule in the orchestration of immunosuppressive networks in cancer, and therefore a potential new target for interventions aimed at reversal of immune evasion and boosting of antitumor immunity in cancer patients. It has been shown that BLTA binds to the herpes virus entry mediator (HVEM), (43) inhibits T-cell proliferation and cytokine production in vitro, and mediates the negative regulation of CD8 + T-cell homeostasis and memory cell generation in vivo. (44) In the context of cancer immunology, BTLA-HVEM is known to be another inhibitory pathway used by cancer cells to impair the antitumor immune response. (45) (46) (47) HVEM is constitutively expressed on naive T cells and downregulated following T cell activation, only to be re-expressed later on effector and memory T cells. (48) It is also broadly expressed on cells of the immune system such as Tregs, B cells, monocytes, neutrophils, NK cells, and DCs, in addition to epithelial cells. (49, 50) Although it would have been informative to examine the distribution of HVEM immunohistochemically, we were unable to do so, because of the lack of reliable antibody specific for HVEM. In contrast to the CTLA-4 and PD-1 pathways, HVEM binds to several receptor molecules, generating immune-positive andnegative signals according to the receptors involved. Therefore, the total expression of BTLA in the tumor microenvironment might be a simpler and more accurate indicator of the protumor microenvironment, rather than expression of HVEM. It remains to be investigated whether a specific cell type with high BTLA expression exerts a predominantly inhibitory action or whether various types of immune cells function in a coordinated manner.
Maintenance of tolerance and induction of T cell anergy is critical for prevention of autoimmunity. However, in cases of malignancy, tumor-induced T cell anergy and ⁄ or tolerance induces cancer-associated immune paralysis, which contributes, at least in part, to uncontrolled tumor growth and metastasis. No previous studies have, in fact, demonstrated anergy cells in tissues. In the present study, we observed that T cells that had infiltrated and become attached to cancer cells were often positive for Cbl-b, and sometimes positive for BTLA. Although no BTLA + Cbl-b + cells were found, T cells that had infiltrated within cancer nests were suggested to have become anergic under the influence of BTLA signals. Our clinicopathological analyses revealed that Cbl-b ⁄ CD8 was increased in GBC relative to CC and XGC, and that Cbl-b ⁄ CD8 in tumor-infiltrating immune cells was higher in patients with more advanced cancer, as was the case for BTLA expression. Moreover, Cbl-b ⁄ CD8 was significantly and positively correlated with BTLA ⁄ CD8 and FOXP3 ⁄ CD4, and a higher Cbl-b ⁄ CD8 ratio was an independent indicator of poor prognosis in terms of DFS and OS for patients with GBC. Accordingly, it is suggested that T cell anergy in the tumor microenvironment, reflected by the expression of Cbl-b, represents promotion of a protumor microenvironment in GBC, in concert with BTLA. In addition, Cbl-b expression may be a useful marker for evaluating T cell anergy in the tumor microenvironment. Here we have shown for the first time the usefulness of Cbl-b for evaluation of the tumor microenvironment.
Therapeutic blockade of the immune checkpoint pathways, CTLA-4 and PD-1 ⁄ PD-L1, has shown promise in a variety of malignancies, (23, 51) although the effectiveness of the reagents used, especially anti-CTLA4 antibody, has been rather limited for major epithelial cancers in comparison with melanoma, and even in melanoma cases showing basic or acquired resistance have often been observed. In addition, a wide range of immune-related adverse events have also been observed following treatment. (23, 51) To increase the antitumor effect and to reduce the incidence of immune-related adverse events, optimization of the dose and schedule of reagents, and characterization of biomarkers associated with disease outcome, have been extensively investigated. In addition, various combination approaches have been considered, including blockade of immune checkpoints together with the use of other anticancer treatments such as chemotherapy, radiotherapy, targeted therapy, and other forms of immunotherapy. Some combination approaches have achieved enhanced antitumor effects in animal models and human clinical studies, (29) (30) (31) in which monotherapy has exerted only modest effects. Novel immune checkpoints are currently being investigated based on experience with CTLA-4 and PD-1 ⁄ PD-L1. Various combination approaches using these novel checkpoints may yield a therapeutic edge in the battle against a range of cancers. Therefore, it is suggested that our data for BTLA in GBC will be useful for future studies aimed at developing this new approach.
In conclusion, our findings suggest that BTLA in the tumor microenvironment plays an inhibitory role in the immune reaction against GBC, in concert with other factors. Higher expression of BTLA and Cbl-b in tumor-infiltrating immune cells appears to be an indicator of poor prognosis, whereas a higher ratio of non-anergic CD8 + T cells is an independent favorable prognostic factor in GBC patients. Targeting BTLA for reversal of immune evasion may represent a promising new therapeutic approach.
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